Breast cancer is a major cause of cancer mortality worldwide. Fascin-1 (FSCN1) is an actin-binding protein found in mammalian cells, including endothelial, neuronal and mesenchymal cells. FSCN1 overexpression has been indicated in breast cancer patients. However, scant information is available regarding the association between FSCN1 single nucleotide polymorphisms (SNPs) and the risk or prognosis of breast cancer. We report on the association between 6 SNPs of the FSCN1 gene (rs56156320, rs8772, rs3801004, rs2966447, rs852479 and rs1640233) and breast cancer susceptibility as well as clinical outcomes in 316 patients with breast cancer and in 222 healthy controls. Carriers of the AC or AC + CC allele of the variant rs56156320 were at greater risk of breast cancer compared with wild-type (AA) carriers. Moreover, carriers of at least one G allele in rs3801004 were likely to progress to stage III/IV disease and lymph node metastasis. Individuals with at least one T allele at FSCN1 SNP rs2966447 were at higher risk of developing pathologic grade G3 disease. Furthermore, individuals bearing the C/C haplotype at SNPs rs56156320 and rs3801004 had nearly twice the risk of breast cancer. Our results indicate that genetic variations in the FSCN1 gene may serve as an important predictor of early-stage breast cancer.
. Researchers have therefore explored genetic variation associated with breast cancer risk, hoping that single nucleotide polymorphism (SNP) genotyping will more accurately stratify breast cancer risk and guide disease management. Emerging reports indicate an association between SNPs in certain genes and susceptibility to breast cancer, as well as clinicopathologic status. Besides the recognized BRCA1 and BRCA2 mutations that markedly increase the risk of developing breast cancer 3, 4 , a number of additional low-and moderate-risk susceptibility variants have been identified, including caspase-8 (CASP8), an enzyme involved in apoptosis 5 . Fascin-1 (FSCN1), an actin-binding protein found in mammalian cells including endothelial, neuronal and mesenchymal cells, is low or absent in normal epithelial cells 6, 7 interleukin-6 and oncostatin M, control fascin expression through the activation of the signal transducer and activator of transcription 3 (STAT3) signaling pathway in breast cancer cells 16 . Recent evidence suggests that aberrant STAT3 signaling promotes breast tumor progression by deregulating the expression of downstream target genes that control angiogenesis, including nuclear factor kappaB (NF-κB) and hypoxia-inducible factor 1 (HIF-1), increasing their binding to the fascin gene promoter to induce its expression 17 . Interestingly, a highly significant correlation has been observed between fascin expression and decreased overall survival in African American women with triple-negative breast cancer (TNBC) 18 . Similarly, we have previously described how strong positive FSCN1 expression can be used as a diagnostic marker of TNBC in Chinese women 19 . However, any association between FSCN1 SNPs with breast cancer risk and prognosis remains to be clarified. We therefore conducted a case-control study to evaluate the role of 6 FSCN1 SNPs in breast cancer susceptibility and clinicopathological features in a cohort of Chinese Han individuals.
Results
Sociodemographic characteristics and clinical parameters for all study participants are shown in Table 1 . Significant between-group differences were observed for age and tobacco use (both p < 0.05), but not for alcohol consumption (p > 0.05). Most patients (76.9%) had stage I/II breast cancer; 23.1% had stage III/IV disease (Table 1 ). In addition, the majority of patients were HER2-positive (Table 1) .
The distribution patterns of FSCN1 genotypes for all participants are shown in Table 2 . In the healthy controls, all genotypic frequencies were in Hardy-Weinberg equilibrium (p > 0.05). In both patients and controls, most of those with the rs56156320 SNP, the rs2966447 SNP, or the rs852479 SNP were homozygous for the AA genotype, while most of those with the rs8772 SNP, the rs3801004 SNP, or the rs1640233 SNP were homozygous for CC (Table 2 ). In analyses adjusted for potential confounders, subjects with the AC or AC + CC genotype of the FSCN1 rs56156320 polymorphism were almost twice as likely as those with AA homozygotes to develop breast There were no significant differences between cases and controls in regard to the frequency of rs8772, rs3801004, rs2966447, rs852479 and rs1640233 polymorphisms ( Table 2) . We searched the GTEx database to investigate whether rs56156320 was associated with FSCN1 expression. Those who carried a genotype with the variant C at rs56156320 showed a trend for higher FSCN1 expression, compared with the wild-type homozygous genotypes (p < 0.05, Fig. 1 ).
Next, we compared the distributions of clinical aspects and FSCN1 genotypes among cases. Compared with patients with the CC genotype, those with at least one polymorphic allele (CG or GG genotype) at the rs3801004 SNP were at more than twice the risk of developing stage III/IV disease (AOR, 2.540-fold; 95% CI:1.011-6.379) and lymph node metastasis (AOR, 2.804; 95% CI: 1.112-7.070) ( Table 3) . Moreover, compared with AA carriers, those carrying the AT + TT genotype of rs2966447 were almost twice as likely to develop pathologic grade (G3) disease (AOR, 1.734; 95% CI: 1.016-2.962) ( Table 3) .
We further analyzed the clinical aspects and rs2966447 FSCN1 genotypic frequencies in different breast cancer subtypes. Individuals in the Luminal A subgroup who had at least one G allele were at higher risk of developing stage III/IV disease and lymph node metastasis (Table 4) . Similarly, those in the Luminal B subgroup with at least one G allele were more likely to develop pathologic grade (G3) disease.
An analysis of FSCN1 rs56156320 and rs3801004 haplotype distribution frequencies revealed that the most common haplotype in healthy controls was AC (83.8%), which was therefore selected as the reference. The C-C FSCN1 haplotype significantly increased the risk for developing breast cancer by almost 2-fold compared with the reference group A-C (p < 0.05) ( Table 5 ). The reconstructed linkage disequilibrium plot of the 4 SNPs is shown in Fig. 2 . We found a haploblock in which rs56156320 and rs3801004 showed 96% linkage disequilibrium. In addition, rs852479 and rs2966447 as well as rs3801004 and rs1640233 expressed 98% and 92% linkage disequilibrium, respectively (Fig. 2) . Table 2 . Distribution frequency of FSCN1 genotypes in controls and patients with breast cancer. The odds ratios (ORs) with their 95% confidence intervals (CIs) were estimated by logistic regression analysis. The adjusted odds ratios (AORs) with their 95% CIs were estimated by multiple logistic regression analysis that controlled for smoking, alcohol consumption, and age. *p < 0.05 was statistically significant.
Discussion
FSCN1, a 55-kDa cytoskeletal actin-binding protein that packages actin filaments into tertiary structures, including microspikes, stress fibers and membrane ruffles, within dynamic cellular structures, enhances cell motility, migration and adhesion 20 . FSCN1 is widely expressed in the developing nervous system, whereas in normal adult tissue, FSCN1 is highly restricted to antigen-presenting dendritic cells, endothelial cells, glial cells and neurons 21 . It has been suggested that fascin is overexpressed or upregulated in various human cancers, such as colon, lung, stomach and breast [22] [23] [24] . In addition, fascin expression plays a central role in regulating breast cancer cell morphology, migration and invasion potential 24 . Inhibition of FSCN1 reduces cancer migration and tumor metastasis in prostate and oral squamous cancer cells 14, 15 . Furthermore, docosahexaenoic acid reduces FSCN1-dependent breast cancer metastasis 25 . These results suggest that knockdown FSCN1 might be a valuable therapeutic strategy for breast cancer.
Breast cancer is the most commonly diagnosed neoplasm and the third leading cause of cancer-associated mortality in the United States, with 22.2 mortalities per 100,000 women associated with breast cancer each year. The 5-year relative survival rate for breast cancer has gradually increased since the early 1990s; between 2007 and 2011 it was ~89.2%. The prognosis of patients with breast cancer is critically dependent on the disease stage at the time of diagnosis. Therefore, it is important to increase screening rates and genetic testing for hereditary breast cancer, to increase the chances of early diagnosis 26, 27 . To the best of our knowledge, this study is the first to examine the distribution of the rs56156320, rs8772, rs3801004, rs2966447, rs852479 and rs1640233 SNPs and their possible association with breast cancer development. We also investigated the associations of these FSCN1 SNPs with clinical status, clinical pathologic markers, and susceptibility for breast cancer. In analyses adjusted for potential confounding factors, patients who had AC or AC + CC genotype in the rs56156320 SNP were at increased risk of developing breast cancer, by 2.060-or 1.736-fold (95% CI: 1.020-4.157 or 95% CI: 1.105-2.727; p < 0.05). No significant differences were observed between patients and healthy controls in the frequencies of the rs8772, rs3801004, rs2966447, rs852479 and rs1640233 polymorphisms. The polymorphisms in the 3ʹ-flanking region of a gene can control gene expression 28 . Data from the GTEx database demonstrated that variant C at rs56156320 showed a trend for increased expression of FSCN1, compared with the wild-type AA homozygous genotypes. This result confirms our SNP data and indicates that the FSCN1 rs56156320 SNP may control the expression of FSCN1.
This study found that breast cancer patients with the FSCN1 rs3801004 polymorphism had a higher risk of developing stage III/IV disease and lymph node metastasis. Similarly, the FSCN1 rs2966447 polymorphism was also associated with a higher risk of developing pathological grade (G3) disease. Interestingly, the rs2966447 SNP was associated with a higher risk of developing stage III/IV disease and lymph node metastasis in the Luminal A subgroup, as well as a higher risk of pathologic grade (G3) disease in the Luminal B subgroup. It is established that overexpression of the FSCN1 gene is implicated in the development and metastasis of breast cancer 29 . In addition, FSCN1 is involved in the chemotherapeutic resistance of breast cancer cells 30 . However, more research is required to determine whether an association exists among advanced-stage disease, FSCN1 expression levels and FSCN1 genotype, and clarification is needed in regard to the effects of the FSCN1 genotype on breast cancer risk.
Linkage disequilibrium is expressed across the human genome. Thus, loci can be used as genetic markers to locate adjacent variants that participate in the detection and treatment of disease. Haplotype analyses can provide data on the genetic contribution to disease susceptibility 31 . We evaluated the impacts of different haplotype combinations of 2 FSCN1 SNPs (rs56156320 and rs3801004) upon the risk of breast cancer and found that the CC haplotype was associated with a higher risk for breast cancer. It is possible that the FSCN1 CC haplotype is in linkage disequilibrium with other functional polymorphisms that are responsible for susceptibility to breast cancer. On the other hand, we also found that rs56156320 and rs3801004 showed 96% linkage disequilibrium. Furthermore, rs852479 and rs2966447 as well as rs3801004 and rs1640233 expressed 98% and 92% linkage disequilibrium, respectively. These results suggest that these FSCN1 haplotypes play an important role in breast cancer development.
In conclusion, our results demonstrate an association between FSCN1 gene variants and the risk of breast cancer. We show that the FSCN1 rs56156320 polymorphisms significantly increase the risk of breast cancer progression among Chinese Han females. This study is the first to report a correlation between FSCN1 polymorphisms and breast cancer risk. FSCN1 may serve as a predictive marker for breast cancer therapy.
Materials And Methods
Participants. Between Table 3 . Odds ratios (ORs) and 95% confidence intervals (CIs) of the clinical status and FSCN1 rs3801004 and rs2966447 genotypic frequencies in patients with breast cancer. The ORs with their 95% CIs were estimated by logistic regression analysis. The adjusted odds ratios (AORs) with their 95% confidence intervals (CIs) were estimated by multiple logistic regression analysis that controlled for smoking, alcohol consumption, and age. *p < 0.05 was statistically significant.
participants without a history of cancer. All participants provided written informed consent, and the study was approved by the Ethics Committee of Dongyang People's Hospital. This study's protocol was approved by the Ethics Committee of Dongyang People's Hospital and all experiments were performed in accordance with relevant guidelines and regulations. Pathohistologic diagnosis followed the World Health Organization classification of breast tumors and tumors were graded using the Scarff-Bloom-Richardson method 32 . Breast cancer cases were categorized by estrogen receptor (ER), progesterone receptor (PR), human epidermal growth factor receptor 2 (HER2) and Determination of genotypes. Total genomic DNA was isolated from whole blood specimens using QIAamp DNA blood mini kits (Qiagen, Valencia, CA), as per the manufacturer's instructions. The DNA was dissolved in Tris-EDTA (TE) buffer composed of 10 mM Tris-HCl containing 1 mM EDTA•Na 2 (pH 7.8) and stored at −20 °C until it was subjected to quantitative polymerase chain reaction (PCR) analysis. Six FSCN1 SNPs (rs56156320, rs8772, rs3801004, rs2966447, rs852479 and rs1640233) were examined with the use of a Table 5 . Distribution frequency of FSCN1 haplotypes in healthy controls and patients with breast cancer. The odds ratios (ORs) with their 95% confidence intervals (CIs) were estimated by logistic regression analysis. The adjusted odds ratios (AORs) with their 95% CIs were estimated by multiple logistic regression analysis that controlled for smoking, alcohol consumption, and age. *p < 0.05 was statistically significant.
commercially available TaqMan SNP genotyping assay (Applied Biosystems, Warrington, UK), according to the manufacturer's protocols 33, 34 .
Bioinformatic analysis. Genotype-Tissue Expression (GTEx) data were used to identify correlations between SNPs and levels of FSCN1 expression 35 . We conducted an investigation of expression quantitative trait loci (eQTLs), to determine the functional role of phenotype-associated SNPs.
Statistical analysis. The genotype distribution of each SNP was analyzed for Hardy-Weinberg equilibrium and confirmed by Chi-square analysis. Demographic characteristics were compared between patients and controls using the Mann-Whitney U-test and Fisher's exact test. Associations between genotypes, breast cancer risk and clinicopathologic characteristics were estimated using adjusted odds ratios (AORs) and 95% confidence intervals (CIs), after controlling for other covariates. Significant differences in haplotype frequencies between cases and controls were analyzed using Haploview, according to the software package 36 . A p value of <0.05 was considered statistically significant. Data were analyzed using SAS statistical software (Version 9.1, 2005; SAS Institute Inc., Cary, NC). 
